Abstract Sequence-specific NMR assignments of an internal domain of the protein nsp3, nsp3(513-651), which is a part of the SARS coronavirus (SARS-CoV) replicase polyprotein, have been determined, using triple-resonance NMR experiments with the uniformly [ 13 C, 15 N]-labeled protein. The complete assignments ([99%) provide the basis for the ongoing three-dimensional structure determination.
Biological context
The SARS coronavirus (SARS-CoV) is the etiological agent of the severe acute respiratory syndrome (SARS), a type of pneumonia with a high mortality rate (Peiris et al. 2003) . To date there is no vaccine or effective treatment for SARS, and intense ongoing work is focused on the structural and functional characterization of the proteins encoded by the SARS-CoV genome (Bartlam et al. 2005; Chen et al. 2006) . The viral RNA genome is translated into polyproteins, which are long polypeptide chains that are subsequently processed by virus-encoded proteases to produce a manifold of functional proteins important for the life-cycle of the virus (Prentice et al. 2004; Schiller et al. 1998) . One of these is the nonstructural protein nsp3, which is thought to be involved in RNA replication and processing, and which has been predicted to consist of multiple domains (Thiel et al. 2003) . We identified a construct of residues 513-651 that has long-term stability in aqueous solution. It is part of the domain nsp3c, which extends from residues 366-722 and is apparently unique to the SARS-CoV ('SARS-unique domain '; Snijder et al. 2003) . As the physiological role of nsp3 is still poorly understood, a complete characterization of each of its domains is essential for deciphering its physiological function. To establish a basis for structural and functional studies by NMR spectroscopy, we report here the sequence-specific resonance assignment of the 139-residue independently folded polypeptide nsp3(513-651).
Methods and experiments
The starting construct nsp3(451-651) was obtained from the cloning and expression pipeline of the FSPS consortium (http://www.visp.scripps.edu/SARS/default.aspx).
1D
1 H NMR spectroscopy showed that this 22 kD construct contained a globular domain, but the protein was chemically unstable, being subject to proteolytic degradation after purification from either the soluble or the insoluble fraction of the bacterial cell lysate by Ni 2+ affinity and size-exclusion chromatography. This proteolytic degradation could not be suppressed by the addition of protease inhibitors, and it persisted also after additional purification steps. We then noticed that proteolysis assays consistently yielded a fragment of about 15.5 kD. Edman degradation of this fragment identified a single cleavage site between residues 512 and 513. We subsequently cloned and expressed nsp3(513-651) and found it to be chemically stable, while still containing the globular domain.
To prepare the protein for the NMR structure determination, the construct encoding nsp3(513-651) was expressed in the E. coli strain BL21(DE3) (Stratagene), using the vector pET-28b, which encodes an N-terminal 6·His tag followed by a thrombin cleavage site. Thrombin cleavage leaves a tag-related N-terminal tetrapeptide segment, GSHM. Cells were grown at 37°C, induced with 1 mM isopropyl b-D-thiogalactoside (IPTG) at an OD 600 of 0.7, and then grown for another 20 h at 18°C. For the protein purification, the cells were disrupted by sonication in 25 mM phosphate buffer, pH 6.5, with 250 mM NaCl, 2 mM DTT, 5% Triton X-100 and Complete protease inhibitor tablets (Roche). The solution was then centrifuged (18,000g, 4°C, 30 min) and the supernatant was applied to a 5 ml His-Trap HP column (Amersham) equilibrated with 25 mM phosphate buffer (pH 6.5, 250 mM NaCl, 2 mM DTT), using a flow rate of 1 ml/min. The bound proteins were eluted with a linear imidazole gradient (5-500 mM) at 8.25 mM/min. The eluted proteins were fractionated and monitored at wavelengths of 280 and 254 nm. Fractions containing the protein nsp3(513-651) were pooled and exchanged with 25 mM phosphate buffer, pH 6.5, containing 150 mM NaCl and 2 mM DTT, to remove imidazole. The histidine tag was then removed from the protein by digestion during 15 min at room temperature with 50 units of thrombin (Enzyme Research Laboratories, USA) per 10 ml of protein solution. After the cleavage, the protein was passed through a size-exclusion Superdex 75 column (Amersham). The fractions containing the protein (as determined by SDS-PAGE) were pooled, exchanged with 25 mM phosphate buffer, pH 6.5, containing 150 mM NaCl and 2 mM NaN 3 , and concentrated to a volume of 500 ll using Vivaspin 15 R centrifugal devices (Vivascience) 
Assignments and data deposition
The protein nsp3(513-651) has the following amino acid sequence:
The residue numbering above the sequence refers to the fulllength nsp3 protein, and the tag-related N-terminal tetrapeptide segment extends from positions -4 to -1. Below the sequence, the residues in the presently studied construct are numbered consecutively from 1 to 143, so that the segment Val 5-Ser 143 corresponds to the segment Val 513-Ser 651 of nsp3 (used in Fig. 1) . High-quality NMR data for the protein nsp3(513-651) were obtained, as illustrated by the [ (Metzler et al. 1993) . In a plot of Dd i versus the amino acid sequence (Fig. 2) , a positive value for Dd i indicates that residue i is located in a regular helical structure, while a negative value indicates its location in an extended b-strand. This approach does not enable predictions on the assembly of b-strands into b-sheets. Metzler et al. 1993) . A positive value for Dd i indicates that residue i is located in a regular helical structure, while a negative value indicates its location in a regular b-strand. Tentative positions for regular secondary structures indicated at the top of the figure, were obtained with the criterion that |Dd i | ‡ 1 for three or more contiguous residues Herrmann T, Güntert P, Wüthrich K (2002a) Protein NMR structure determination with automated NOE assignment using the new software CANDID and the torsion angle dynamics algorithm DYANA. J Mol Biol 319:209-227 Herrmann T, Güntert P, Wüthrich K (2002b) Protein NMR structure determination with automated NOE-identification in NOESY spectra using the new software ATNOS. J Biomol NMR 24: 171-189 Luginbühl P, Güntert P, Billeter M, Wüthrich K (1995) 
